quires a 30-mm wait after reconstitution; the reagents are then pipetted, and the assay is performed in the CentrifiChem centrifugal analyzer in 8 mm. Duplicate blank assays are not required. Samples with total creatine kinase activity concentration (CK-T) >2000 U/L must be diluted.
Gaseous Diffusion as a Source of Reagent Carryover,
The Technicon RA-1000, a "random-access analyzer," is widely used in clinical laboratories.
Its unique sampling system is claimed to decrease carryover to less than one part in 8000 of sample and less than one part per million of reagent. We currently are attempting to automate plasma lactate determinations, and one approach has been to adapt performed in between these assays, and the storage conditions and the interval after reconstitution before the lactate reagent is used. The interference appears to originate from the ammoniurn sulfate used to stabilize lactate dehydrogenase (EC 1.1.1.27) in this procedure and which is also present in the sample blank. The concentration of amrnonium sulfate in the enzyme suspension and in the sample blank is 3.2 mol/L. This gives rise to an ammonia content of 48 inol in each cuvet. The buffer in the lactate reagent is at pH 10.0 and so, because the pK of ammonium is <9.0 at 37 'C, ammonia will be liberated. This gaseous ammonia presumably is free to diffuse throughout the reaction tray zone and would be absorbed by urea reagent buffered at pH 7.5. As the initial urea content of a cuvet is only 35 nmol at a sample concentration of 10 mmol/L, gaseous ammonia in the local environment may understandably interfere with the ureaae/ glutamate dehydrogenase (EC 3.5.1.5/1.4.
1.2) methodology.
Gaseous diffusion is a form of carryover that is seldom considered. It is particularly noteworthy in the RA-1000 analyzer, which has been designed to almost eliminate the more common phenomenon of liquid-liquid carryover. Samples (300 L of serum) were made basic, then extracted with 3 mL of dichloromethane containing the internal standard. The organic solvent phase was decanted into tapered centrifuge tubes and evaporated at 115 'C. The cold residue was reconstituted with 10 L of dimethylformamide diethylacetal (Aldrich Chemical Co.). The reaction proceeded at 115 'C until excessderivatizing reagent was completely evaporated (5-10 mm). The residue was then dissolved in 50 pL of ethyl acetate for chomatography.
Precision was satisfactory (CV = 5.7%). Comparison with other methods (e.g., EMIT-AED assay, Syva Co.) showed reasonably good correlation (r = 0.98). Specificity was excellent. Other anti-epileptic drugs and barbiturates were not extracted (pH >7), the tricyclic antidepressives were not
